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Ed.). PP- 83-122, Academ.c P ^^'^^ s by binding to specific coil surface receptors. 
316: 379-385). Both TNF-a and TNF-0 mrturte _ the.r J destroy , for exa mple, tumor cells 

So-me of the effects are likely to be bwMfe 2lSTgIi*y*. In this way. TNF contributes to 
or virus infected cells and augment antibacterial ST^^Iw **" injury. But, quite clearly, both 
the defense of the organism against There is evidence that over 

TNF-a and TNF-0 have also effects which can ejemwj « Tnus effects of T NF-o. primanly 
production of TNF-a can play a ma,or Sr symptoms of septic shock (Tracey, K.J. et al. 

on the vasculature, are now known to .a mapr cause tor sy p ^ wejght (cachex|a) by 

(1986) Science 234: 470-474). In some d.seas* TNF may cause e 

suppressing actives of adipocytes and by ^J^S^k antagonize endogenous.y formed or 
There is therefore a necessity m finding out way ^—J. |S0 J n from numan urin e of the TNF 
exogenous* administered TNF. One ^ "£5^Ec3i \ ne effects 0 f TNF. This antagonism was 

March 22 1989, in which was disclosed chromatography (HPLC) on Mono 

chromatography on CM-Sepharose followed by h ^ h P 6 "^ q eneous tbp-, thus obtained had an 

interfere with ... * "* ™ F - "J T ^ '„ ^ ^TLcSn, related M TBN *» not 

urinary proteins or fractions thereof were applied I on a column o nm^ fcy g decrease Qf 

r P r :sr P ^ as a sin9,e broad hand wi,h 

column showed the presence of two act,ve componen^ one TBF > g ^ . |e 

and, in addition, a second TNF-bind,ng prote ^J^'^ ™L cytocida. effect of TNF and both 

concentration (31%). Both ^^^ JS Jtwo proteins. TBP-I and TBP-.I 

45 bind TNF-0 less effectively than ™^^^SdSarty be distinguished from each other by ack 
appeared to have a very s.milarmole^cula s.z^ tney cou , ^ dif|erjng amm0 ac|d 

£=r« ^-tsrss " " — 1 — - me - surtace ™ 

55 receptors; and .„ Thi _ m i m i c kina effect of the antibodies is most 

way which is similar to their activation by TNF itself. 
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The invent also copses s f ^^^^f^SS^^ 
the F(ab) fragments thereof. As »na. derivatives" as used herein covers 

acid addition salts of amino groups of the prote.ni molecute *_ ^ Qn m residues 

derivatives which may be prepared ^ factions' of the antibodies and their 

or the N- or C-terminal groups. precursors of the polypeptide chain of sa,d 

F(ab) fragments, the present .nvent,on >™™ ^?Zw\es or residues linked thereto. e.g. sugar or 
protein molecules alone or together with assoaatec "™wcu themselves. 

di. 9 no* ds» » ot wo kinds: (a) ***2TS^SS3*^Sf S3 M oflecte o. TNF, eonditoto t. 
determine in. odM to erf** sach * J™™* *J££ S „ 8 TBP ., ,„ tod, ,Mds to detect o. 

r ^™ ^ — — * — - "° du *° 01 

said protein. 

x ggZZZ weetetn M M - - o, tetot, -eete ,e TBP, and TBP,, to the » 

SSVUS ELISA ,0, tto bMn 9 0, tebdd ~m ^ TBP-I and TBP,, ,. one «. apeciee o, 
^ shows ,to MM. - bindio, ., —totted TNF ceil w. »* — — 

* 5SlS2S Ptotooooo d, eette .too. TNF cytotoxicity «. P—edd ■m — « W 
fragments of antibodies to TBP-1. F (B) differe nt cell lines. 

- ~ td TBP-I end by TNF tn did.ten, 

" ST? — toe 9-0* — . — - - — !~ » TBP, «A, and o, TNF ,B, . h„m,d 

srjssss - — - » tbp - 1 e "" a " ce ™ n ' °* *• e " ecl * ■* 

JSm^Tend He .tolitidn at e high ttyptopttw 0| anli tod^ to TBP, 

» "we 9 show, toe leek ol cytoodsl Mreny -en ™°^^"3Ltmdndgk*dlict antibodies. 
idcW, o, toe. ,b» aoss^nj ,m ^^2.* „ £ atent F(ab) traspme* 

Ssdr,: Tb™^ T*i s ™rit to p e ,»» ««. .«-«*»>• 

antibodies. cross-competition analysis with different monoclonal 

" MtESTlT^SS to ^se o, TNF H.,,0* add 

^^ggtS^ TBP, m « net, ., to., lodMdtols end aystomic topes 

. ss5agg?«M in too .*---:'-L's 1 » .*», 

-fcSbodies ot toe ptosenl invents pro.* a now, W™*^ ^tmf ot * dependina on too 

MM h— - to. ^ - ~ 
diagno* tool, besed on imtodnd.se.ys sect I » "*™r"So^S« toe M ol TBP, in seta of 
„ JndetdTodecdon ot TBP-I by celts in to. tod seed tut eyetomic tupoe 
S5 patiodl. with ditto™,, „pe. * ™ f™,^,^ wrol. -bodies W"* TBW. wbeo 

e^dhemaosus (SLE), cn to dewmmed »" ««J" » " « » a rtSKl TB p.|. Detocting such 

srhTiri s sszsr . - o«mo ^ - « _ 
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«, mim* o, it*lbit the etiec* d. TNF sure,, has teeing boa*, .n the p-hotogic., syndromes « cald 

«**,» (ft** e. a,. (1975) ^S^J^*^^^^^-„L^ 
immunization, spleen calls alone o. togahe- ^ r m f*™ d t"^ |i * mL> cell, ere sekWWy 
ana lesed with e suiteble myeloma ce» ^ ^JTZTJ^ZZ to*h such a selection ar. 

amibodies may also bo lmm»biliz.d and used ** the pumibalion ., me IBM in 1M, 

chronic myeloid leukemia K562 colls both antise-a have ^ ol TNF „ ^ „ . lino lo 

as mceptor molecules. This clamoring Sim tooled, the tec. that 

o, identical to me MMkn of the recapws by TNF M ™ „, ^ moteular «„, of the 

the anhbodios can either mimic or ^J^^^f^^ZSu, or mimicking rtoente » 
antibody appHoO. implies the! ?L ™S LdTtwn dffle.ent receptors lor TNF. which 

TNF. Furthermore, since me antibodies to TBP-I and TBP-II bind to , wo d™ e p 

„ „ expressed on dineten, cells exhibiting ^^*™JCl*«re entibodtes to 

r^P^T.^ 

ePecdr end ^^^'^.rL.'ScCy 5 -ST* the „pe I end type „ del, sudace 

. - ™ EST £ 2K7£r*-2 

KiW-tSlU «— - - codec, 
acceptable carrier and an antibody to TBP I or an ryroj 1 « ingredient. The way of 

deSnd TtoLZJLlti^. the disease to be treated and the cond.t.on of the patent 
The invention will now be illustrated by the following non-limiting examples: 
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EXAMPLE 1; Purification of TBP-l 

1.1 Preparation of the urine concentrate 

A poo. o» 200 . urine from healthy male donors or from healthy 
to migration on a Pe.licon membrane with a pore size of 0.45 unv The filtrate was concen y 

0.1% sodium azide. 

1 9 Affinity purification of TBP-l on a colum n of immobilized TNF 

MM was brought ™-— - » ,«** SETE?! » 3?2 

NaCI and 0.02% sodium azide, at pH 2.5. me specmc uiudLimiy v ana | VS i S most of 

30,00012,000. 

1 3 R R versed-Dhase high pressure liquid c hromatography (HPLC) 

acetonitrile and TBP-II between 29% and 32% acetonitrile concentration. 
EXAMPLE 7x Preparation of polyclo nal antibodies against TBP-l 

mm^m, »ore p,ecipi«ed by f^^.^^TJ^JST-n,. so.ul.on was m 

binding of 12S I-TNF to U937 cells at a similar gi.uuu . . . TBp _, and TBP .|| are immunologicaly 

50 both antisera were examined by Western blot analysis^ K showed that TBPI and w a 
distinct: each antiserum recognized significantly ^^ i ^^l^ffS^^ mx ^^ gels 

autoradiography. 
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she.. «N* -as «*n k«MM I «* -^T^^ i«uba.i.n «• M rtbo** «• 

against TBP-I was found to react with IBM* a (tuon of op to f ^"J^, si „ a tbp-i and 
in at a dilution ol 1:100. Route 2 llw l»"* 1 ,« m ,0*^-1 to TBP-I. (•) antihunt 
TOM to the ta. species et TBP. The tort* <J «« ^It,™ aoains. TBP-II to TBP.I. is 
^,„ s ,TBP.I K T B p.|l.(.)an,,sen,m eg^ -™^ 0 ™^™^ sadist T petoaidase esse,. The 

»:r.tr:w i r-! *. .» ~~ - son. 

TBP-I in the preparation of TBP-H used for immunization). 

EXAMPLE 3= Effect* of the polyclonal g ntibodjgs on hind.no of TNF to cells 

The antisera to TBP-I and TBP-H , jj-JJ J«S^^ h ^ 52S?2 

with antisera to TBP-I (o) and TBP-I. (□)- ^^^^.'SS^rt* MCF7 cells - 1100 
U937 cells - 2500 CPM, in K562 cells - 1500 H ^ c with the binding of TNF to 
CPM. The results demonstrate that ant-sera against ^ ^ ™ ™ ™ jnst TBP _, inhibits 

cells; each affecting to different extent ceHs of different ^^JJ the bin 9 ding of TNF to U937 
effectively the binding of TNF to He La and MCF7 cell s, but h ^ antjserum inst TBP -|, 

cells and only little effect on the , b,nd,n, , of TNF ^^^^J^, tne binding o{ TNF to the 

r e rr b e^^^ - — - — 1 to 

TBP-II. 

cyampi e a- Rabl fragments of polyclonal antibodies to TBP-I 

.mmunog.obu.ins purified from the ttX^SgSSZ 
presence of cysteine/EDTA at an enzyme/substr Mnto ^^Sm£ on a Mono-S column. The 
°0mM sodium acetate buffer, pH 5.5 and subjected to cat. otr "^"^ ° Qf NaC , in 10mM sodium 
bound proteins were eluted from the Mono-S column with a °^ M .^„X Purity was verified by 
acetate buffer, which resulted in purification of the F(ab) ^f^^f^ of these fragments on 
SDS PAGE analysis under reducing and m ^ t S^S^^^ i *° ™™ 

HeLa eel's which were pretreated with the F(ab ) «^«2ta^0h 2 TNF at various concentrations, 
the same way with medium alone, (o) were further . ncu b g ^J^^io^ to TBP-I protect 
XttZXSZ S^SrSat they interfere with the binding of 

TNF ^ie N s rr n j^££^~**« « «~ - as i,iustra,ed ,n R9 - 

9C, described in detail under Example 5 section f, be low mediated by 
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Table I 
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TNF-like cvtocidal effect of antibodies to TBP 



TNF (u/ml) 


Cell Viability (%) 




100 


1 


31 


10 


15 


100 


6 


1000 


3 


anti TBP serum (dilution) 




1:6400 


69 


1:1600 


37 


1:400 


17 


1: 100 
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m trp I were applied on SV80 cells for 12 h together with cycloheximide. 
. ^ttZZZZXZ rl,a, «, op..* — «. - -» * 

EXAMPLE 5: Determination of bioac tlvltles of the antibodies to TBP-I 

a. Cytotoxic activity 

" Ceiis were seeded 24 hr prior to assay in 96 we.. J "^J^cSlSKS 

to TBP-I or TNF were applied in seria. dilutions erther ■« «» P£££ 0 6 ^incubation period of 
(CHI) (25 ug/m. in the case ol l*J HeU |C* and 0 y^^^ by the neutral - re d uptake 
liET £ " P a "sented r Istte £ ^raS of the Jabi.ity of cu,tures incubated with CH, aione 

* c^T^rits- , Tap., ^^^M s£ 

(□.), FS11 (A» and HE P -2 (0.*) cells. The ant.bod.es and 7^!!^^^ Ability was quantitated by 
cells together with CHI (25 ug/ml for HeLa and 50 ug/m ^J^^^ST^ J the absence 
measuring the uptake of neutral red 6% in the HEp-2 cells, 

of CHI was 99% in the SV80 cells 97% ,n "Jj ShdtaWi study had no effect in this 

b. Induction of PGE 2 synthesis 

Cells were seeded in 96-wel. m icro«er plates (5 ? IJ-^SS? J^S^SSE 
antibodies were applied in serial dilutions. After ^^^^^^^ °™ *™ ,ater ' the 
W as collected and replaced with ^^^T^^SS^ by an immuno-assay as 
m edium was collected agai.The ^^^^^^SL ^enhancement of PGE 2 

5S£5SZ££ ^^5U 8 «. ™ - - * —on by 

arachidonic acid (AA, 5 uM). 
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c Stimulation of fibroblast growth 

Incubation «as detained by applying s "*V™ d '« » "V*"*^ „ ith , yps i„. and the amount ot 

zr.zs - =s-r~ rrrs. .he. s- — * *« 
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scintillation counting. antibodies to TBP-I (A) and of TNF (B) on human 

Figure 7 shows the growth stimulatory effect of he ^tbodwr*^ n ' FS n) we ,e incubated for 3 
fibroblasts and its reversion by ■n*™"* ^Zl^e^VZr absence <M of IFN-gamma 

d Inhibition of chlamydial growth 

The o, M antibodies ,o TBP-I .^M SSSSSSSSSTS 

»2»»m 1888. The rtWdW w» sppW »n fceHEp 2 a „ a agaln . „ „» ssms 

alone o, logsSM with IFN^emm.; tret. 1 deyl beto « int*a*» «as dele-mined 

srris » — - — — — 

g am™ and its ebolieoe at high TOtopto fSJ^'JJ^^JLw. b»e*se «WP»P<» 

aoli.TBP-1 *~ -0 * .0 . 

abolished the antichlamydial effect (a). 

a Antibodies to TB Pj have TNF-like effects 

, „. .. . ,„ tod , on C eiis in the presence of the protein synthesis inhibitor 
Applying the polyclonal antibodies to TBP-I on cells unro . p _ ( ^ wgs cQm . 

ESSE* Si M^'SW-i -ar to the cytocida, effect of 

Iheir sensitivity to TNF. Thus, human foresk. h rob, ^ ^ aMe s 
relatively resistant to TNF toxicity were the absence of protein synthesis 

(ii) Like TNF, the antibodies failed to kill HeLa ana avou ». 
inhibitors (see cytotoxic activity under Sector ^ above^ antibody .m e diated cell killing was largely 
The sensitizing effect of protein t f^^^^^ o0 JtB observed when the inhibitors 
dependent on the timing of their application. Maximal cyto tox.ty hQurs after tnQ 

anS the antibodies were applied simultaneous^. Apphcat^ of the in time . depen(jence was 

antibodies resuited in significantly reduced eel ^V c ! t0 cida effect of TNF (Table II). Thus the 
observed for the sensitization by sue J? * ind ,ce in them resistance to their own toxicity. 

resistance to each other's toxicity (Table III). 
In the following tables, aTBP-l stands for antibod.es to TBP 
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Table II 



Time-dependent sensitization of SV80 cells to 



the cytocidal effect of TNF or of antibodies to TBP-I, by CHI. 



Time of CHI application 



Simultaneously with a TBP-I/TNF 
+ 1 h 
+ 3h 
+ 6h 
Not added 



TNF(100u/ml) 



a TBP-I (1:200) 



Cell viability (%) 



<1 
<1 
41 
77 
100 



<1 
<1 
48 
73 
100 
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Further —on of - effect - anti^es. J^T^T^^^ 
synthesis blockers, revealed tha t under these »M» t0 TNF<y totoxicity. as 

TNF-like effects. In the ^ n ^ eb ^^^Sto TNF had a marked stimulatory effect on 
well as in the TNF sensitive HeU cells the ^^T^ promine nt when arachidonic acid was 
, he synthesis of PGE 2 (Rg. 6). The effec «J^™^^L>, not in the release of arachidon.c 
added to the cells, suggesting that ,n both cases ^ of tne antibo dies in the foresk,n 

acid, but in its conversion to prostagland.n. An a W.t.ona. TNF tike e ^ stjmu|ation 

fibroblasts was an enhancement of the .ncorporahon 0 thym,d ne gJ^J fibroblast growtn by ^ 
of cell growth. Like the growth ds imutoneously with IFN-gamma (Fig. 7). 

antibodies was obliterated when the oak were ^ obligate parasitic bacteria which grow 

In HEp-2 cells, TNF suppresses the growth of chiamyo . a djae in ^ ose ce || S 

intracellular* within membrane bound show - nfifl. 8. 9 ro ^ by 

was also markedly inhibited by the ant botes to T BP.. b ted wnen the HEp-2 cells are 

synergistic with the ^ch^^ effect of the antibod.es 

TSIZ'ZSS S»SS- Ki- manner (Fig. B, 

20 molecules 

, »h a tnf like activity of antibodies to TBP-I. we tested the effec ot 
To explore the mechan.sms torj ^J^"^ ^ ° intacl anlibod ies, the monovalent 

monovalent F (ab) fragments of ^™2,2i^F to cells, suggesting that they maintamed the 
fragments effectively blocked the bmd.ng of J*"^*^^ 0 8 ug/m , for the intact antibodies and 1 
abHity to bind to the cell surface TNF receptors (Efco w* MjortU ^ cytotoxic tQ 

for the monovalent fragments) • However^whOe n ^^ onova|ent F(ab) fragments of the 
CHI-treated SV80 cells at concentrates as 

SE. f rfflSSSS^ - - - cans, but even had some 

monova'ence we performed experiments to ' ^•^^^^"'S pu,se,reatment of SV80 cells 
result in resurgence of their cytotoxic .rtrty. *JTf£?Z sufficient to cause effective cell death The 

tagmonts, extensive cell death occurred Pas. 9B, 10). fragments ot the antihodies to TBP-I 

Figaro 9A el>o»e the leek ot cyttckM I Monty « ^/^""'J concentrations, "hen appeeo 

o SVSO cells lot 16 h together »« CHI (» w£ml>. "» J wilh th . gnti-TBP-l rm- 

Immdnoslooulins (.). Titration of M cytoadal -W * „„„ „„„„„<,„». ., ttro MUM 

"SSSS rfhT. T^d™ « 37-C - CH, ,50 u»m„ ««h no todhe, 

" = £HS 2S. ~ o, ,0a, —as ,0 ,"^^^00^ Si 

. ~ceks: see- ~ rcsrrrc 

various concentrations, together ^^^^.a,, * pulse » treatment with monovalent ^fragments 
Figure 10 shows the morphology of SV 80 cells an er p immun oglobulin antibod.es. Ant.- 

S5 of anti>BP-. and further incubation m ^J^^^Zb ^ to the SV80 cells for 2 hr in the 
TBP-I immunoglobulins and their monovalent F(ab) ^ on ^ or 16 hr a t 37-C in the presence of 

cold at a concentration of 3 m£- «£- »^?J£Z£»* of the assay were as for Fig. 7. 
CHI with or without goat anti-rabbit IgE (4.t> ug/m.; 
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P^pbs _ mm a mm*m» « «•» — «**• » — - — * * 

EXAMPLE 6: Monoclonal an tibodies to TBP-I 

rmriiirfmn of the mnnnclonal antibodies 

' ' , ^ 1 ..r, n.irififld TBP-I in an emulsion of complete 

Female Balb/C mice (8 weeks old) were , in,ec e d w*h J^utLously into the back in 

Freund's adjuvant into the hind foot pads and three weeks * sobculaneously in PBS. 

incomplete Round's adjuvant. The other ^ y "T^ 1 £*JZ 9.0 ug of TBP-I in PBS. Fusion 
Final boosts were given 4 days (..p. and days tne spleen and the local 

was performed using NSO/Mr cells and Ijjjpha^ ^ ^^ were selecte d in DMEM supplemented 
lymphocytes of the hind legs as fus.on partners ;™ WJ™ were found t0 pr0 duce antibod,es to 

wVhaT, 15% horse serum and gentamyai, *^«£%£Z> Ba.b/C mice that had been primed 
TBP-I were subcloned by the hmftng isolated from the ascites by ammon.um 

March 12, 1990 and were assigned No. 1-926 and no. ^, m 
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Table IV 

Subclone, producing monoclonal antibodies to TBP-I 



7.5 



.5 



.13 



.9 



.5 
.11 



10000 



17000 llll iic« 

•I. 5700 



»•» 29000 Sooo lie- 

17500 iBGa- 

17 2 ™ 76 2100 5S - " 

2100 

i 2200 I*G*» 



w.} 26000 mil lie- 

•- 29800 IfG*» 



Screening Screening of 

with IRIA subclone with 

Clone nu.ber (CM «» ICFM1 



2900 IgG*» 
2800 IsGa. 



•J 5200 

13 440 10800 l|0i 

a «; ii300 ii0» 

nooo ifC* 

„ 28300 13800 IfB- 

13 't 15000 IfO»* 

12900 I«Ca- 



5400 I|fi» 



18000 



28800 I«0ato 



20 2 ^000 29800 X£» 

20 32600 I«0»» 

31400 



m i 5300 noo lg- 

1900 i«c«* 

M . 4900 woo i«e»- 

29.1 1200 IfGa. 

■* uoo ibC*« 

30 i 48000 26700 

30 * 27S00 I«0a» 

•3 26700 
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f B frla IV com. 



Subclone producing ■oftoclonal ant i bod let to TBP-I 



34. 6 
.7 
.12 

39.1 
.6 
.8 

68.1 
.4 
.6 

79.6 
.7 
.8 

80.1 
.4 
.13 

83.2 
.7 
.9 

86.1 
.7 
.8 

91.2 
.3 
.6 

92.1 
.2 
.6 



Screening 

with iRIA 
CCPM1 

29000 



4400 



46700 



2100 



2200 



1400 



2300 



1700 



2600 



Scrtaning of 
subclone vith 
IRIA CCPM3 

32800 
34200 
32300 

31800 
31700 
31500 

28900 
28000 
27500 

5000 
1900 
1900 

1900 
2100 
1800 

1600 
1700 
1600 

1500 
1400 
1600 

1900 
1500 
1600 

1900 
1600 
1500 



iBOtype 

IfGa. 
IfGa. 

IgC 

IfC 
IfGa. 
IfGa. 

IfGa. 
IfGa. 
IfGa. 

IfGa. 
IfGa. 
IfGa. 



IfGa* 
IfC 

IfGa. 
IfGa. 

IfGa. 

IfGa. 
IfGa. 
IfC 

IfGa. 
IfGa. 
IfGa. 

IfGa. 
IfGa. 
IfGa. 



, inMhrjIrtrrtlnn ol the ^clonal antibodies to 



EXAMPLE 7: inverted Radlo lmmunoassa 
TBPI 

This « - - - j- zxszsz x^rrrz. 
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munogl o buli ns ( B iomf , r 10J0J. ™^o S r^^ni^^ 

with 0.5% BSA in PBS supplemented with 0.05 * Tween a P ^ Serum samp|es 

washed 3 times with PBS containing 005% Tween 20 and 9 J fof 2 hr ^ 

in serial dilutions, or samples of hybndoma growth med,a ^^"^ bo{fer) 

37-C. The plates were rinsed with washing^ buffer and I MM TBPU ^ ^ ^ ^ 
was aoDlied into the wells. After further incubation of 2 hr at 37 o, tne p«w» 
Xbe, 'whth bound to individual wells was determined in the gamma-counter. 

EXAMPLE t Eoitooe -r f- oj Tgj °v «*»» competltloj ^^ 

Polyvinyl <PVC>, --"^^^ 
monoclonal antibodies (mAbs) to TBP-I V**™™*- for 2 hr, at 37'C with the same or 

SSSr h 4 Rg.Tl S are d ^"TSSSS iT J i ™ was alloweo to »nd in the 

abS6 F Tg e ure iTSX^-P. -pping of TBP-I by cross compear '-^J-^'S S 
TBP-I and correction with the ability of »° 

mediate TNF-like cytotoxicity. Binding of radiolabeled TBP-I to the ^raw and 
Ton. 200 ng/ml) in the inverted RIA. cross competjion ^^^^ZSTJ^ described, 
determination of the effect of the mAbs on the binding of TNF to HeLa cells were ca ^ 

The TNF,ike cytotoxicity - ^ "J^^^ J e " 0 TchT(S ^ In the second, ( + anti lg), 
were incubated 16 hr it 37'C with the mAbs m the pM ^ rt ^ the mA bs was tested. In 

the effect of crosslinking by anti-immunoglobul n anfibo*»on the cytotox y 

antibodies bind to four fopologica.lyd.stmct a eas o the «M ^ J was observed for 
18 . c - by 20 and 34, and D - by 30 and 68 (F,g. ^M£-*tontf « P P ^ each 

the antibodies associated with ep.tope region D. The a ~es ™ 0 * » , jons B 

other but also with the antibodies belonging to reg.ons B and C. Moreover we an 
and C competed, although less 

interpretation for this phenomenon is that epitopes Band U wnnesp » tjbod t0 tne 

epitope region represented by group D. ^ ^^"^^gpfj prevents the binding of the antibodies 
epitope region D imposes a confon, agonal consistent with the fact that the 

SS?-S^S."d B J^ & -gni, TBP-I after its donation with SOS 

other monoclonal antibodies to TBP-I all had a marked ' rJJJJ^^^h cell surface 
45 that all the different epitopes which they recognize in the TBP-I molecule P 

receptors for TNF. performed as follows: HeLa cells were 

were then rinsed and tested for binding of TNF. 
EXAMPLE 9: TNF-like ef fect of monoclo nal antibodies to TBP-I 

To obtain addition, information on the ^Z^^Z^^^^ 
activities with antibodies to TBP-I, we examined whether ^ mAbs ^^J^ for cytotoxjcity on 
icity. Two experimental approaches were taken .n the first J he _anroo ^ cytotoxicity 0 f the mAbs 
SV80 cells without any further treatment (Fig. 11. -ant. Ig) and in the secona 
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sssss :r^:r: = triors. * * — * - 

|g to the binding to TBP-I in inverted RIA)_ , ement each otner in mediating TNF-like cytotoxicity 

Testing whether different mAbs to TBP-l can supplement u » cvto toxic to 

were not more cytotoxic than each mAb alone. 
EXAMPLE 10: The Use of antl-TBP-l antibodies for aflinlty^rr^graBliy 

Antibodies to TBP-I can be uti.ized for the purification of " il,USlra,9d 

pLs were comd «» the poridrf «« as <M ^ " e ^£^t£*»b£> «nh 50.000 

MM. *» highest cop.* _ —I -or M 

performance in immuno affinity chromatography. immnh „ i7fi the antibodies The semipurified 

30 Polyacryi hydrazide agarose ^^^IT^l^ 
immunoglobulins were concentrated and coupled to the resin as .speatod I by wacne 
in Ezymology 34:72-76. 1979. Three monoclonal ant.bod.es against TBP I, clones lb, 

tested in these experiments. columns were subjected to 10 washes 

Antibody columns of 1 ml bed were constructed Be ore use. a\U wer ^ 1 were |oaded with 

with the elution buffer, each wash ^»££™Z^™£ ra e Z the columns was 

120 ml of concentrated urinary proteins in PBS with OSS A NaN, . Th ow ram 
adjusted to 0.2 to 0.3 ml per minute. After.oad.g. o 02% NaN3 . Fractions of 
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35 



40 



to the columns: 



45 


Clone 16: 


8.4 mg/ml agarose 




Clone 20: 


7.2 mg/ml agarose 




Clone 34: 


9.4 mg/ml agarose 



50 



All protein measurements were done according to a micro-flurescamin method in comparison to a standard 
summarized in tables V and VI. 
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Table V 





Clone 16 
[ug/ml] 


Protein Concentrations 
Clone 20 [ug/ml] 


Clone 34 [ug/ml] 


Applied (120 ml) 
Unbound (120 ml) 
Last wash (1 ml) 
Elution 1 (1 ml) 
Elution 2 (1 ml) 
Elution 3 (1 ml) 
Elution 4 (1 ml) 
Elution 5 (1 ml) 


35800 
oo# uu 
42 
47 
550 
151 
100 
32 


35800 
35700 
38 
38 
784 
150 
51 
24 


35800 
35700 
12 
45 
714 
194 
122 
35 


The protein concen 
BSA standard (100 


trations were 
ug/ml) 


determined by a micro-flurescamin method in comparison to a 



Table VI 



Purification of TRP-l with monoclonal antibodies bound to hydrazide agarose 



Applied 
Unbound 
Last wash 
Elution 1 
Elution 2 
Elution 3 
Elution 4 
Elution 5 



Clone 16 Bioassay [U/ml] 



210 
100 
*<detect 
<detect 
4800 
3500 
2500 
1000 



Clone 20 Bioassay [U/ml] 



210 
60 

<detect 
850 
10100 
<detect 
<detect 
<detect 



Clone 34 Bioassay [U/ml] 



210 
80 

<detect 
1200 
19500 
<detect 
<detect 
<detect 



"below detection" (<detect) in the ta ble. 



5 



EXAMPLE 11: Determination of TB P-I using antl-TBP-l antibodies 

The .eve, of TBP-I In the sera of healthy 
erthematosus (SLE) and of pregnant women at ^J^T^^^ and after .25 h 
monoclonal antibody to TBP-I coat, ng the plates .50 *l f_ each sample ^ 
incubation at 37'C the wells were washed wrth a solution of PBS J we « n 005 ^f Jhen ^ wells were 
after which a rabbit anti-TBP-l polyclonal entity mjj. ^aSdy was added for 2 h. 

S£W£ Optica, density <0.0.) read 30 m, 

'^noTa, levels of TBP-I in human serum of healthy individuals as determined by the EL.SA method 

are 0.3*0.13 ng/ml. crwthomatrvsns <SLE} the TBP-I levels were 1.5*1.2 

in the sera of 46 patients with System* : Lupus ^TnX^i in Fig. 12, 36 out of the 
ng/ml, a value highly significant comparec I tc .the ^normal *^^^SZm. We found a highly 
£ patients with SLE had a TBP-1 love. ^^^^"El developed by Symmonds. 
significant correlation between the TOM levels ^and ™ ° 5 » A similar corre | a tion was 
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These results indicate that TBP-I may be useful as a sensitive marker of disease activity and a 
pre Jctor o, exacerbations in SLE patients, and thus may be useful in monitoring immune act.vat.on related 
?n disease activity in these patients as well as in patients with other auto.mmune d.seases. 

Bv the aboil EL SA method, the TBP-I levels in sera of patients with different types of cancer, were 
5 examined I fS out of 34 patienis (58.8%) with different types of cancer, the TBP-I levels were above he 
noirmean t 2SD. The difference between the TBP-I of cancer patients (1.5*1.5 ng/m.) and hea.thy 
r-nntmk io 3+0 13 na/ml) was highly significant statistically (p<0.001) - Figure 13. 
C °T se" ells indite that TSP-. may prove a useful and universal marker 

and may be applied in early detection of this condition. After cancer resection, normal zafon of TBP J I leve s 
,o may be a marker of cure of the disease. An increase in TBP-I. after initial norma..zat.on, may be an early 
and sensitive universal marker of disease relapse. 



Sa.ms for the fo.tow.ng Contracting States : AT, BE, CH, DE, DK, FR, GB, IR, .T, LI, LU, MC, N U PT, 



is SE 



25 4. 
5. 



1 An antibody to the human tumor necrosis factor binding protein TBP-I which specifically recognizes 
said protein and elicits the same effect in cells as tumor necrosis factor (TNF). 

20 2 The antibody according to claim 1 which is further characterized in that it blocks the binding of TNF to 
HeLa and MCF7 cells, but does not block the binding of TNF U937 cells. 

3. The antibody according to claim 1 or 2 which is a polyclonal antibody. 

The antibody according to claim 1 or 2 which is a monoclonal antibody. 

The monoclonal antibody according to Cairn 4 produced from a hybridoma formed by fusion of 
myeloma cells with spleen cells and/or lymphocytes of mice prev IO usly immunized w.th TBP-l. 

30 6. The monoclonal antibody according to claim 5 produced from hybridoma TBP-1 18-1 (CNCM I-926). 

7. The monoclonal antibody according to claim 5 produced from hybridoma TBP-I 34-6 (CNCM I-927). 

8. Hybridoma ce.l line having the deposit accession number TBP-I 18-1 (CNCM .-926) or TBP-I 34-6 
35 (CNCM I-927). 

9. An F(ab) fragment of an antibody according to any one of claims 1 to 7. 

10 A oharmaceutical composition comprising as active ingredient an antibody according to any one of 
JuETS 7 or an F(ab) fragment according to claim 9 or salts, functional der.vat.ves or active 
Sons ofthe antibody or of the fragment thereof together with a pharmaceutic^ acceptable earner. 

11 The pharmaceutical composition according to claim 10 containing F(ab) fragments according to ^claim ,9 
or sis functional derivatives or active fractions of the antibody or the fragment thereof, for b.ock.ng 
the binding of TNF to, or inhibiting its effect on cells. 

12 The pharmaceutical composition according to claim 10 containing F(ab) fragments according to claim 9 
or sis ! functional derivatives or active fractions thereof for the treatment of cond.t.ons wherem effects 
of TNF, either endogenously formed or exogenously administered, are to be antagon.zed. 

13. The pharmaceutical composition according to claim 10 for mimicking beneficial effects of TNF on cells. 

14 The pharmaceutical composition according to claim 10 containing the antibody according tc . any - «« <of 
clLs 1 to 7 or salts, functional derivatives or active fractions thereof for m.m.ck,ng the cytotox.c effect 
55 of TNF. 

15. An in vitro immunoassay for the TNF binding protein TBP-I in body fluids characterized by measuring 
its interaction with an antibody to any one of claims 1 to 7. 
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,0 ' (aT cou7ng said antibody or fragment thereof to a suitable resin to construct an immunoaffinity 

5 STading a solution containing said protein on said immunoaffinity column; 

c) washing away the non-bound proteins with a suitable washing buffer; 

(d) eluting the bound TNF binding protein TBP-I with a suitable eluent; and 

(e) collecting the enriched fraction of said TBP-I. 

° Claims for the following Contracting State : ES 

„ JSS. comprising immunization techniques, hybridoma techniques or recombinant DNA techniques. 

2. The method according to claim 1 wherein said antibody JJJJ^^fJJJ J*" ^ ^ 
binding of TNF to HeLa and MCF7 cells, but does not block the b.nd.ng of TNF U937 cells. 

20 3. The method according to claim 1 or 2 wherein said antibody is a polyclonal antibody. 

4 The method according to claim 1 or 2 wherein said antibody is a monoclonal antibody. 



25 

with TBP-I 



6. The method according to claim 5 wherein said monoclonal antibody is produced from hybridoma TBP-I 
18-1 (CNCM I-926). 

30 7 . The method according to claim 5 wherein said monoclonal antibody is produced from hybridoma TBP-I 
34-6 (CNCM 1-927). 

a Hybridoma cell line having the deposit accession number TBP-I 18-1 (CNCM I-926) or TBP-I 34-6 
35 (CNCM I-927). 

9 A method for the preparation of an F(ab) fragment of an antibody produced according to any one of 
claims 1 to 7 comprising subjecting the antibody to enzymatic digestion. 

a pharmaceutical^ acceptable carrier. 

M £ZTL«* wll* rid pharmacy composition is for blooton, .ho b,pd,ng ol TNF ». o, 
inhibiting its effect on cells. 

saw pharmaceutical composition is for the treatment of conditions wherein effects of TNF, erther 
endogenously formed or exogenously administered, are to be antagon.zed. 

55 13. The method for the preparation of a pharmaceutical composition acco^ .o claim 10, wherein said 
pharmaceutical composition is for mimicking beneficial effects of TNF on cells. 
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14 The method for the preparation of a pharmaceutical composition according to claim 10 contemn* the 
InZy according to any one of claims 1 to 7 or salts, functional derivatives or active fractions thereof 
wherein said pharmaceutical composition is for mimicking the cytotoxic effect of TNF. 

5 15. An in vitro immunoassay for the TNF binding protein TBP-I in body fluids characterized by measuring 
its interaction with an antibody to any one of claims 1 to 7. 

16 A method for the purification of human TNF binding protein TBP-I utilizing an antibody according to any 
il of daims 1 to 7 or an F(ab) fragment thereof according to claim 9. said method compnsing the 

70 "ffSSS ^id antibody or fragment thereof to a suitable resin to construct an immunoaffinity 

(b) "oading a solution containing said protein on said immunoaffinity column; 

(c) washing away the non-bound proteins with a suitable washing buffer; 

, 5 (d) eluting the bound TNF binding protein TBP-I with a suitable eluent; and 

(e) collecting the enriched fraction of said TBP-I. 



Claims for the following Contracting State : GR 

20 1 



25 



30 5. 



An antibody to the human tumor necrosis factor binding protein TBP-I which specifically recognizes 
said protein and elicits the same effect in cells as tumor necrosis factor (TNF). 

2 The antibody according to claim 1 which is further characterized in that it blocks the binding of TNF to 
HeLa and MCF7 cells, but does not block the binding of TNF U937 cells. 

3. The antibody according to claim 1 or 2 which is a polyclonal antibody. 

4. The antibody according to claim 1 or 2 which is a monoclonal antibody. 

The monoclonal antibody according to claim 4 produced from a hybridoma formed by fusion of 
myeloma cells with spleen cells and/or lymphocytes of mice prev.ously immunized w.th TBP-I. 

6. The monoclonal antibody according to claim 5 produced from hybridoma TBP-1 18-1 (CNCM I-926). 

35 7. The monoclonal antibody according to claim 5 produced from hybridoma TBP-I 34-6 (CNCM I-927). 

8. Hybridoma cell line having the deposit accession number TBP-I 18-1 (CNCM I-926) or TBP-I 34-6 
(CNCM I-927). 

40 9. An F(ab) fragment of an antibody according to any one of claims 1 to 7. 

10 A method for the preparation of a pharmaceutical composition comprising combining as active 
inqrcd tort an i antibody according to any one of claims 1 to 7 or an F(ab) fragment according to claim 9 
o'saSs functional derivatives o? active fractions of the antibody or of the fragment thereof together w,th 

45 a pharmaceutically acceptable carrier. 

11 The method for the preparation of a pharmaceutical composition according to claim 10 ^containing F- 
Z f?agm?nts a cording to claim 9 or salts, functional derivatives or active fractions of the antibody o 
She fragment thereof, wherein said pharmaceutical composition is for blocking the bmdmg of TNF to. or 

so inhibiting its effect on cells. 

12 The method for the preparation of a pharmaceutical composition according to claim 10 containing , F- 
2» fragments accolg! to claim 9 or salts, functional derivatives or active tatan. thereoT whercm 
said pharmaceutical composition is for the treatment of condrtions where.n effects of TNF, either 

55 endogenously formed or exogenously administered, are to be antagonized. 

13. The method for the preparation of a pharmaceutical composition according to claim 10. wherein said 
pharmaceutical composition is for mimicking beneficial effects of TNF on cells. 

20 
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wherein said pharmaceutical composition is for mimicking the cytotox.c effect of TNF. 

5 15. An in vitro immunoassay for the TNF binding protein TBP, in body fluids characterized by measuring 
its interaction with an antibody to any one of claims 1 to 7. 

10 fo Tcou7ng said antibody or fragment thereof to a suitable resin to construct an immunoaffinity 

(bSing a solution containing said protein on said immunoaffinity column; 
c washing away the non-bound proteins with a suitable washing buffer; 

(d) eluting the bound TNF binding protein TBP-I with a suitable eluent; and 

(e) collecting the enriched fraction of said TBP-I. 



75 
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20 PT, SE 

1 Antikorper gegen das menschlichen Tumornekrose-Faktor bindende Protein TBP-I der dieses Protein 
%2ZSLl und in Zellen die gleiche Wirkung hat wie Tumornekrose-Faktor (TNF). 

25 2 AntikSrper nach Anspruch 1. dadurch gekennzeichnet. daB er die Bindung von TNF an HeLa- und 
MCF7-Zellen, jedoch nicht an TNF U937-Zellen, hemmt. 

3. Antikorper nach Anspruch 1 oder 2, der ein polyclonaler AntikSrper ist. 

3 o 4 Antikorper nach Anspruch 1 oder 2, der ein monoclonaler AntikSrper ist. 

TBP-I immunisiert wurden. 

35 6 . Monoclonaler Antikorper nach Anspruch 5. der von dem Hybridom TBP-I 18-1 (CNCM .-926) erzeugt 
wird. 

7. Monoclonaler Antikorper nach Anspruch 5, der von dem Hybridom TBP-I 34-6 (CNCM ,-927) erzeugt 
40 wird. 

8. Hybridomzellinie mit der Hinter.egungsnummer TBP-I 18-1 (CNCM .-926) oder TBP-I 34-6 (CNCM I- 
927). 

45 9 F(ab)-Fragment eines Antikorpers nach einem der AnsprOche 1 bis 7. 

pers oder dessen Fragments zusammen mit einem pharmazeufisch vertraghchen Trager. 
von TNF an Zellen oder zur Hemmung von dessen Wirkung auf Zellen. 

Wirkungen von entweder endogen gebildetem oder exogen verabre,chtem TNF entgegengew.rkt 
werden soil. 
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,3. Arzneimittel „,ch Ansproch .0 « M-l » — — " ™ F - 

5 von TNF. 

(e) Gewinnen der mit TBP-I angereicherten Fraktion. 
Patentanspruche fur folgenden Vertragsstaat : ES 

, Vertahren Z ur Hersteiiung eines r^TSS^^ 
Protein TBP-I. der dieses Protein s ^ ,sc \^j2hnLn ^bridomtechniken oder rekombi- 
Tumornekrose-Faktor (TNF), umfassend lmmun.s.erungstechn.ken, Hyonoo 

nante DNA-Techniken. 

a Vertahren nach Anspruch 1 Oder 2. wobei der Antikorper ein po.yc.ona.er Antikorper ist. 
4 Vertahren nach Anspruch 1 Oder 2. wobei der Antikorper ein rnonoclona.er Antikorper ist. 

zuvor mit TBP-1 immunisiert warden. 

6 . v e -»h, e n 1. ft** l — - " *" Hy '"" ,0m (CNCM 

40 1-926) erzeugt wird. 

T. v^a«n 6. d» — MttP- « - ™" « (CN ° M 

1-927) erzeugt wird. 

tod i 1ft 1 (CHCM I-926) Oder TBP-I 34-6 (CNCM I- 
45 a Hybridomzellinie mit der Hinterlegungsnummer TBP-I 18-1 (CNCM 9<>b> 

927). 

9 V**™ z» oines F(ab)-Fragnrants „ine S Antlers. ««* *», « A„sp.»* . 

mit einem pharmazeutisch vertraglichen Trager. 
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von dessen Wirkung auf Zellen dient. 

i9 wihren zur Herstellung eines Arzneimittels nach Anspruch 10, enthaltend F(ab)-Fragmente nach 
I spuch B^TTSwL. 'unktionelle Derivate Oder aktive Fraktionen. wobei das *zne,m,tte zur 
s SSung von Krankheitszustanden dient, bei denen den Wirkungen von entweder endogen geb.lde- 
tern Oder exogen verabreichtem TNF entgegengewirW werden soil. 

13. Verfahren zur Herstellung eines Arzneimittels nach Anspruch 10, wobei das Arzneimittel zur Nachah- 
mung der vorteilhaften Wirkungen von TNF auf Zellen dient. 

10 14 Verfahren zur Herstellung eines Arzneimittels nach Anspruch 10, enthaltend den AntikSrper nKheham 
rCrShe 1 bis 7 Oder dessen Salze. funktionelle Derivate oder aktive Frakfonen. wobe, das 
Arzneimittel zur Nachahmung der cytotoxischen Wirkung von TNF dient. 

, 5 15. in vitro-lmmuntest fOr das TNF-bindende Protein TBP-I in ^rpe^ss^gkeiten 

daB seine Wechselwirkung mit einem Antikorper nach e.nem der Anspruche 1 b.s 7 gemessen w.ra. 

16 Verfahren zur Reinigung des menschlichen TNF-bindenden Proteins TBP-I unter Verwendung eines 
^ktpers nach ein'em'der Anspruche 1 bis 7 Oder eines F(ab)-Fragments davon nach Anspruch 9. 

20 wobei das Verfahren die folgenden Schritte umfaBt: Harstelluno 

(a) Kopplung des Antikorpers oder des Fragments davon an em geeignetes Harz zur Herstellung 

einer Immunaffinitatssaule, 

(b) Beladen dieser Immunaffinitatssaule mit einer dieses Protein enthaltenden Losung, 

c Entfernen der nicht-gebundenen Proteine mit einem geeigneten Waschpuffer, fMmnMM 
S BuTeren des gebundenen TNF-bindenden Proteine TBP-I mit einem gee.gneten Elut.onsm.ttel. 

und 

(e) Gewinnen der mit TBP-I angereicherten Fraktion. 
Patentanspruche fur folgenden Vertragsstaat : GR 

1 Antikorper gegen das menschlichen Tumornekrose-Faktor bindende Protein TBP-I der dieses Protein 
spezifisch erkennt und in Zellen die gleiche Wirkung hat wie Tumornekrose-Faktor (TNF). 

2. Antikorper nach Anspruch 1. dadurch gekennzeichnet, daB er die Bindung von TNF an HeLa- und 
MCF7-Zellen. jedoch nicht an TNF U937-Zellen hemmt. 

a AntikSrper nach Anspruch 1 oder 2. der ein polyclonals Antikorper ist. 

4. Antikorper nach Anspruch 1 oder 2, der ein monoclonaler AntikSrper ist. 

5. Monoclonaler Antikorper nach Anspruch 4, der von einem Hybridom 
von Myelomzellen mit Milzzellen und/oder Lymphocyten von Mausen hergestellt w.rd, die zuvor m.t 
TBP-I immunisiert wurden. 

.s 6. Monoclonaler AntikSrper nach Anspruch 5. der von dem Hybridom TBP-I 18-1 (CNCM .-926) erzeugt 
wird. 

7. Monoclonaler AntikSrper nach Anspruch 5, der von dem Hybridom TBP-I 34-6 (CNCM .-927) erzeugt 
wird. 

a Hybridomzellinie mit der Hinterlegungsnummer TBP-I 18-1 (CNCM I-926) Oder TBP-I 34-6 (CNCM I- 
927). 

9. F(ab)-Fragment eines Antikorpers nach einem der Anspruche 1 bis 7. 

10. Verfahren zur Herstellung eines Arzneimittels. umfassend die ^J^^^S^ 
einem der Anspruche 1 bis 7 oder eines F(ab)-Fragments nach Anspruch 9 oder ^jw™> 
rineL DeSvaten oder aktiven Fraktionen des Antikorpers oder dessen Fragments a.s W.rkstoff 
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mit einem pharmazeutisch vertraglichen Trager. 

v^ahrsn zur Herstellung eines Arzneimittels nach Anspruch 10. enthaltend F(ab)-Fragmente nach 
11. Verfahren zu _HersW JJ^JJ aMjve Fraktion9n des AntikSrpers Oder dessen 

ESS*' J£ Hemmung der Bindung von TNF an Zellen Oder zur Hemmung 

von dessen Wirkung auf Zellen dient. 

Behandlg von ^tszuknden dient, bei denen den Wirkungen von entweder endogen gebi.de- 
tem Oder exogen verabreichtem TNF entgegengewirkt werden soil. 

13. Verlahren zur Herstellung eines Arzneimittels nach Anspruch 10. wobei das Arzneimitte. zur Nachah- 
mung der vorteilhaften Wirkungen von TNF auf Zellen dient. 

Arzneimittel zur Nachahmung der cytotoxischen Wirkung von TNF dient. 

wobei das Verfahren die folgenden Schritte umfaBt: Herstelluno 

(a) Kopplung des Antikorpers oder des Fragments davon an em gee.gnetes Harz zur Herstellung 

einer ImmunaffinitStssSule, i x e ..nn 

(b) Beladen dieser Immunaffinitatssaule mit einer dieses Protein enttmltenden Losung. 
r Fntfsrnen der nicht-gebundenen Proteine mit einem geeigneter Waschpuffer. 
fd) B^n des gebundenen TNF-bindenden Proteins TBP-I mit einem geeigneten E.ut,onsm,tte.. 

und 

(e) Gewinnen der mit TBP-I angereicherten Fraktion. 

Revendications DK FR GB » it LI, LU, MC, 

35 Revendications pour les Etats contractants suivants : AT, BE, CH, DE, DK, FR, GB, m, 

NL, PT, SE 

40 tumorale (TNF). 

2. Anticorps se.on .a revendication 1, qui est caracterise en outre en ce ^«H**» la liaison du TNF 
aux cellules HeLa et MCF7. mais n'empeche pas la liaison des cellules TNF U937. 

45 3. Anticorps selon la revendication 1 ou 2, qui est un anticorps polyclonal. 

4 Anticorps selon la revendication 1 ou 2. qui est un anticorps monoclonal. 

immunises avec de la TBP-I. 
6. Anticorps monoclonal selon la revendication 5, produit * partir de Phybridome TBP-I 18-1 (CNCM I- 

926) . 

55 7. Anticorps monoclonal selon la revendication 5, produit a partir de I'hybridome TBP-I 34-6 (CNCM I- 

927) . 
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» U 9 n4, d. o*le d-hubddon* ayan, » nurouro d'PPP* TBP-. .6-, <CN« MM . TPM 3« (CNCM 
I-927). 

9. Fragment F(ab) d'un anticorps selon Tune quelconque des revendications 1 a 7. 

5 10. Compost pnarmaceu^ 

ZEEZ ZLZZttR ^son Ceni en meme temps o, 8 un porteur 
pharmaceutiquement acceptable. 

" -«=SS3sS SSS3E?"- 

exogene, doivent etre antagonises. 
. ,3. Cn,po S »idn p^acu^ salon „ roupndic.on ,0. pou. M. m I***- dp TNF „ 
les cellules. 

25 simuler I'effet cytotoxique du TNF. 

SS^T^i-nW «a P-c^in, aur ,ad«e coloana d^mpndpM* ; 

S pluerTp protoina * liaison TBP-1 dp TNF 114. auao un .lupn. pppropne ; at 
(e) collector la fraction enrichie de ladite TBP-I. 

40 Revendications pour I'Etat contractant sulvant : ES 

,. P^de pour prpp-on tfpn P*^ 2ISZ Z 

« Sntqui flwbrWom. ou dps wonnipups da .'AON rooorpWant. 
TNF U937. 

50 3 . Precede selon ,a revendication 1 ou 2, dans laquelle .edit anticorps est un anticorps polyclonal. 
4 Precede se.on la revendication 1 ou 2, dans laqueUe .edit anticorps est un anticorps monoclona.. 

de souris prealablement immunises avec de la TBP-I. 
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7. 

5 



l-hybridome TBP-1 18-1 (CNCM I-926). 

MM » MM- 5. — *-» - — — * ^ * 

fhyWdoroe TBP-1 34* (CNCM I-927). 

s. u gnS o a, e*,. A^W. «- » «— «*• TB -' «" ,CNCM " 926> ° U TB "" ** 

(CNCM I-927). 
effet sur celles-ci. 

<tes foments FW J*n » re T?^„12^ 1 ^kS*OJ(. MM *» «■» <*> » du 
30 ladite composition pharmaceutic s.mule les effects benef.ques au 

35 que du TNF. 

(e) collecter la fraction enrichie de ladite TBP-1. 

Revendications pour I'Etat contractant suivant : GR 

• a ... ^« trp i Hh facteur de necrose tumorale, qui reconnaft 

tumorale (TNF). 
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3. Anticorps selon la revendication 1 ou 2, qui est un anticorps polyclonal. 

4. Anticorps selon la revendication 1 ou 2, qui est un anticorps monoclonal. 

5. Anticorps monoclonal selon la revendication 4, produit a partir d'un hybridome forme par fusion de 
cellules de myelome avec des cellules de rate et/ou des lymphocytes de souns prealablement 
immunises avec de la TBP-I. 

6. Anticorps monoclonal selon la revendication 5, produit a partir de I'hybridome TBP-I 18-1 (CNCM I- 

926) . 

7. Anticorps monoclonal selon la revendication 5. produit & partir de I'hybridome TBP-I 34-6 (CNCM I- 

927) . 

8. Lignee de cellule d'hybridome ayant le numero d'acces TBP-I 18-1 (CNCM I-926) ou TBP-I 34-6 
(CNCM I-927). 

9. Fragment F(ab) d'un anticorps selon I'une quelconque des revendications 1 k 7. 

10 Procede pour la preparation d'une composition pharmaceutique comprenant la combination, comme 
ingredient actif, d'un anticorps selon Tune quelconque des revendications 1 * 7. ou d un fragment F(ab) 
selon la revendication 9 ou des sels. des derives fonctionels ou des fractions actives de I ant.corps ou 
de son fragment en mime temps qu'un porteur pharmaceutiquement acceptable. 

11 Procede pour la preparation d'une composition pharmaceutique selon la revendication 10. contenant 
des fragments F(ab) selon la revendication 9 ou des sels des derives fonctionnels ou des fract.ons 
actives de I'anticorps ou de son fragment, . 

dans laquelle ladite composition pharmaceutique empeche la liaison du TNF aux cellules ou mh,ber son 

effet sur celles-ci. 

12 Procede pour la preparation d'une composition pharmaceutique selon la revendication 10, contenant 
des fragments F(ab) selon la revendication 9 our des sels, des derives fonctionnels ou des fractions 
actives de ceux-ci, dans laquelle ladite composition pharmaceutique traite des etats ou les effects du 
TNF, soil forme de fagon endogene, soil administni de fagon exogene. doivent etre antagonists. 

13 Procede pour la preparation d'une composition pharmaceutique selon la revendication 10 dans laquelle 
ladite composition pharmaceutique simule les effects benefiques du TNF sur les cellules. 

14 Procede pour la preparation d'une composition pharmaceutique selon la revendication 10. contenant un 
' anticorps selon I'une quelconque des revendications 1 a 7 ou des sels. des derives "f^"*"? 

fractions actives de celui-ci, dans laquelle ladite composition pharmaceutique simule (effects cytotoxi- 
que du TNF. 

15. immunoessai in vitro pour la proteine de liaison TBP-I du TNF dans les fluides corporels, earache 
par la mesure de son interaction avec un anticorps selon I'une quelconque des revendications 1 a 7. 

16 Procede pour la purification de la proteine humaine de liaison TBP-I du TNF utilisant un anticorps selon 
I'une quelconque des revendications 1 & 7 ou un fragment F(ab) de celui-ci selon la revend.cat,on 9. 
ledit procede comprenant les Stapes suivantes consistant & : 

(a) coupler ledit anticorps ou un fragment de celui-ci h une resine appropriee pour former une 
colonne d'immunoaffinite ; 

(b) charger une solution contenant ladite proteine sur ladite colonne d'immunoaffinite ; 

(c) eliminer par lavage les prolines non liees avec un tampon de lavage approprie ; 

(d) eluer la proteine de liaison TBP-I du TNF liee avec un eluant approprie ; et 

(e) collector la fraction enrichie de ladite TBP-I. 
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FIGURE* 1 
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FIGURE 5 
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Figure 13 
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